Figure Legends for Supplementary Figures
. Structures of Peretinoin, ATRA, 9-cis RA, and 13-cis RA Figure S2 . Full-length blots/gels for Figure 2B . In addition to Peretinoin, IFNα2b was added to cells replicating HJ3-5 virus with the indicated concentrations. At 72 h after IFNα2b treatment, the cell lysates were collected and subjected to western blot analysis using anti-core protein and anti-β-actin antibodies.
Figure S3. Effect of Peretinoin on protein expression directed by HCV IRES. (A)
Schematic representation of HCV 5′-UTR-GLuc-HCV 3′-UTR RNA and cap-CLuc-polyA RNA (depicted left and right, respectively). (B) Both RNAs were transfected into Huh-7.5 cells that had been treated with the indicated concentrations of Peretinoin at 24 h prior to transfection.
After transfection, the same concentrations of Peretinoin were added immediately, and the medium was collected and replaced every 3 h until 12 h. GLuc and CLuc activity was determined; GLuc activity was normalised to CLuc activity, and then the ratio was further normalised to that of DMSO-treated cells, which was set to 100%. Data represent the mean ratio ± SD from 2 independent experiments at each time point. LDs, green; HCV core protein, red) and then merged. (B) The signal intensity of nuclei, HCV core protein, and LDs from 5 cells, which were stained for HCV core protein and LDs, was quantitated as described in the Methods. Data shown represent mean signal intensity ± SD from 5 cells, and the difference was analysed statistically using Student's t-test. N.S., not significant. rotor (Beckman Coulter Inc., Brea, CA) at 209,678 × g for 1.5 h at 4 °C, and then the precipitated virus was re-suspended to fresh medium, with which we infected naïve Huh-7.5 cells. After 6 h inoculation of extra-and intra-cellular virus, medium containing virus was removed by extensive wash, and medium was replaced with fresh one every 24 h until 48 h.
At 48 h after infection, we determined GLuc activity and used it as an indicator of the infectious virus titre. Intra-and extra-cellular infectivity was normalised to replication capacity at infection, and these were then normalised to those of DMSO-treated cells, which were set to 100%. The ratio of extracellular infectious virus to intracellular virus was calculated at the indicated conditions, and it was then normalised to DMSO-treated cells, which were set to 100%. Data show the mean ratio to that of DMSO-treated cells ± SD from 3 independent experiments. concentrations. The medium was collected and replaced with fresh medium every 24 h for 13-15 days. When the cells became confluent, they were passaged at a 1:3 ratio, and GLuc activity was determined every day. Two sets of experiments were performed independently, depicted as Sets 1 and 2. Data show the mean GLuc activity ± SD from 3 different plates.
Supplementary Methods

RNA transcription
To synthesise cap-CLuc-polyA RNA, pCMVCLuc (New England Biolabs, Inc., Tokyo, Japan) was amplified by PCR using 2 primers (5′-TAA TAC GAC TCA CTA TAG GGC CAC CAT Figure S11
